(19) 



J 



Europaisehes Patentamt 
European Patent Office 
Office europeen des brevets 



(12) 



(11) EP 1441 213 A1 

EUROPEAN PATENT APPLICATION 



(43) Date of publication: 

28.07.2004 Bulletin 2004/31 

(21) Application number: 03028286.7 

(22) Date of filing: 10.12.2003 



(51) lntCl7: G01N 15/12 

//C12Q1/00 



(84) Designated Contracting States: 

AT BE BG CH CY CZ DE DK EE ES Fl FR GB GR 
HU IE IT LI LU MC NL PT RO SE SI SK TR 
Designated Extension States: 
AL LT LV MK 

(30) Priority: 27.01.2003 US 352675 

(71) Applicant: Agilent Technologies Inc. (a Delaware 
Corporation) 

Palo Alto, CA 94306-2024 (US) 



(72) Inventor: Flory, Curt A. 
Los Altos CA 94024 (US) 

(74) Representative: Schoppe, Fritz, Dipl.-ing. 
Patentanwaite Schoppe, Zimmermann, 
Stdckeler & Zinkler, 
Postfach 246 

82043 Pullach bel Munchen (DE) 



(54) Apparatus and method for biopolymer identification during translocation through a 
nanopore 

(57) The present invention provides an apparatus 
and method for identifying and sequencing a biopolymer 
translocating a nanopore. The apparatus of the present 
invention provides a first electrode, a second electrode 
and a potential means for applying a bias ramping po- 
tential across the electrodes to produce resonant tun- 
neling of current earners between the two electrodes. 
As the bias potential is ramped across the electrodes 
the increase in tunneling current occurs as the carrier 
energy sequentially matches the conduction band ener- 
gies of the translocating biopolymer. This technique al- 
lows for real-time Identification and sequencing of a bi- 
opolymer as the band energy spectra of the individual 
portions of the bipoiymer are recorded, differentiated 
and identified. A method for identifying the biopolymer 
Is also disclosed. 
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Description 
TECHNICAL FIELD 

5 [0001] The invention relates generally to the field of biopolymers and more particularly to an apparatus and method 
for biopolymer sequencing and identification using nanopore structures. 

BACKGROUND 

10 [0002] Manipulating matter at the nanometre scale is important for many electronic, chemical and biological advances 
(See LI et al., "Ion beam sculpting at nanometer length scales", Nature, 412: 1 66-1 69, 2001 ). A number of sequencing 
techniques have been proposed at the micrometer and nanometer scale In response to the human genome project. 
These techniques have been largely developed to help characterize and understand expression of genes in vivo. A 
popular technique uses micro arrays and hybridization of cDN A to detemnine the presence or absence of a particular 

IS target gene. A target gene and probe are exposed in solution and bind if relative hybridization sequences match. 
Hybridization is indicative of the presence of the sequence or target gene. A dye may be employed with the target or 
probe to then determine existence and efficiency of hybridizations. The technique has been extended for use in deter- 
mining the presence of single nucleotide polymorphism (SNPS) in target cDNA. Micro arrays provide the promise of 
being able to accurately and concurrently screen for a variety of diseases in a particular patient. Theoretically, a patient 

20 should be able to enter a hospital, have blood taken, DNA extracted and genes sequenced. The sequencing methods 
provide for a genetic blue print of the individual. This provides patient specific information to doctors regarding sus- 
ceptibility towards disease or existence of genetic abnormalities. A few major drawbacl<s of the micro array technique 
concerns difficulty in manufacturing as well as the long time for effective hybridizations between probe and target 
(generally ovcmight to maintain high specificity). In addition, the largo amounts of genomic DNA in a patient would 

25 require an inordinate amount of time and work. Therefore, new techniques are now being explored to more quickly 
sequence biopolymers. Systems that are on the nanoscale are both effective on resources (limited materials), but also 
may more closely mimicthe processes already present in living cells (i.e. translocation processes). Therefore, nanopore 
technology has become a fundamental field area of interest to molecular biologists and biochemists alike, 
[0003] It has been demonstrated that a voltage gradient can drive single-stranded biopolymers through a transmem- 

30 brane channel, or nanopore (See Kasianowicz et at., "Characterization of individual polynucleotide molecules using a 
membrane channel", Proc. Nat!, Acad. Sci. USA, 93: 13770-13773. 1996). During the translocation process, the ex- 
tended biopolymer molecule will block a substantial port:ion of the otherwise open nanopore channel. This blockage 
leads to a decrease in the ionic current flow of the buffer solution through the nanopore during the biopolymer trans- 
location. The passage of a single biopolymer can be monitored by recording the translocation duration and the blockage 

55 current, yielding plots with predictable stochastic sensing patterns. From the unifomrily controlled translocation condi- 
tions: the lengths of the individual biopolymers can be determined from the translocation time. Furthermore, the differing 
physical and chemical properties of the Individual monomers of the biopolymer strand may generate a measurable 
and reproducible modulation of the blockage current that allows an identification of the specific monomer sequence of 
the translocating biopolymer. These initially proposed systems suffer from a number of problems. For instance, some 

40 of the proposed systems required the self-assembly of pore fomning proteins on membranes (i.e. a-hemolysin). Re- 
producibility of membranes and systems has been quite problematic. Secondly, commercial products require robust- 
ness not present in sensitive systems that require fluctuations of ionic currents for measurements. For these reasons, 
recent research has focused more on solid-state pore techniques that have an ability for high reproducibility and ease 
of fabrication. Such techniques as "ion beam sculpting" have shown some promise In fabricating molecular scale holes 

45 and nanopores in thin Insulating solid-state membranes. These pores have also been effective in localizing molecular- 
scale electrical Junctions and switches (See Li et ai, "Ion beam sculpting at nanometer length scales", Nature, 412: 
166-169.2001). 

[0004] These techniques have shown similar consistent results and current blockage with double stranded DNA 
reminiscent of ionic current blockages observed when single stranded DNA are translocated through the channel 

50 formed by a-hemolysin in a lipid bilayer. The duration of these blockages have been on the millisecond scale and 
current reductions have been to 88% of the" open-pore value. This is commensurate with translocation of a rod-like 
molecule whose dross -sectional aroa is 3-4 nm^ (Sec Li etal, , "Ion beam sculpting at nanometer length scales", Nature, 
412: 166-169, 2001). This methodology, however, suffers from the limitation that only crude measurements of the 
presence or absence of the translocating polymer can be made. In addition, these systems are incapable of actually 

55 detemiining the primary sequences (order of monomeric units) of the translocating biopolymer. 

[0005] A second approach has been suggested for detecting a biopolymer translocating a nanopore in a solid-state 
material such as Si3N4. However, it is well known that the tunneling current has an exponential dependence upon the 
height and width of the quantum mechanical potential bamer to the tunneling process. This dependence implies an 
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extreme sensitivity to the precise location in the pore of the translocating molecule. Both steric attributes and physical 
proximity to the tunneling electrode could cause changes in the magnitude of the tunneling current which would be far 
In excess of the innate differences expected between different base-types under ideal conditions. For this reason, it is 
difficult to expect the simplest tunneling configurations to have the specificity required to perform sequencing. 
5 [0006] For these reasons, there Is a need for improved systems and methods that quickly and efficiently sequence 
translocating biopolymers in solid-state systems with high reproducibility and predictability. These and other problems 
with the prior art processes and designs are obviated by the present invention. The references cited in this application 
infra and supra, are hereby incorporated in this application by reference. However, cited references or art are not 
admitted to be prior art to this application. 

10 

SUMMARY OF TH E INVENTION 

[0007] The invention provides a method and apparatus for improved identification and sequencing of biopolymers. 
The apparatus and method may be used for detecting a biopolymer or a portion of a biopolymer transocating through 

IS a nanopore. The apparatus comprises a first electrode, a second electrode, and a potential means for applying a 
ramping bias potential across the first and second electrodes. The second electrode is spaced from the first electrode 
to define a nanopore between the first and second electrodes. The potential means for applying the ramping bias 
potential produces a signal Indicative of a portion of the biopolymer translocating the nanopore. The invention takes 
advantage of resonant lunneting processes during electrode voltage scan which allows the double barrier tunneling 

20 potential to be dynamically symmetrized. 

[0008] The invention also provides a method for identifying a biopolymer in a nanopore defined between a first and 
second electrode. The method comprises applying an electrical current from a first electrode through a portion of a 
biopolymer to a second electrode to produce a signal Indicative of a portion of the biopolymer positioned in the nanopore. 

25 BRIEF DESCRIPTION OF THE FIGURES 

[0009] The Invention is described in detail below with reference to the following figures: 

FIG. 1 A shows a schematic representation of a proposed double-ring electrode structure and measurement system- 
30 that allows individual monomer detection through resonant tunneling during electrode voltage scan. 

FIG. 1 B shows a cross-sectional view of the double-ring electrode structure and measurement system. 

FIG. 2A shows a schematic representation of a second embodiment of the present invention. 

FIG. 28 shows a cross-sectional view of the second embodiment of the present invention. 

FIG. 3 A shows a schematic representation of a third embodiment of the present invention. 
35 FIG. 3B shows a cross-sectionai view of the third embodiment of the present Invention. 

FIG. 4 shows a simple one-dimensional quantum mechanical potential model of the physical electrode nanopore 

system. 

FIG. 5 shows a schematic representation of resonant tunneling conditions for the one-dimensional double-barrier 
quantum miechanical model. 

40 FIG. 6 shows a representative plot of an expected resonant tunneling current spectrum as a function of time (along- 

side the applied tunneling electrode voltage for reference). 

FIG. 7 shows a model one dimensional quantum mechanical double-barrier structure to be analyzed, with relevant 
parameters defined. 

45 DETAILED DESCRIPTION OF THE INVENTION 

[0010] Before describing the present invention in detail, it is to be understood that this invention is not limited to 
specific compositions, method steps, or equipment, as such may vary. It is also to be understood that the terminology 
used herein is for the purpose of describing particular embodiments only, and is not intended to be limiting. Methods 

50 recited herein may be carried out in any order of the recited events that is logically possible, as well as the recited 
order of events. Furthermore, where a range of values is provided, it is understood that every intervening value, between 
the upper and lower limit of that range and any other stated or intervening value in that stated range is encompassed 
within the invention. Also, it is contemplated that any optional feature of the inventive variations described may be set 
forth and claimed independently, or in combination with any one or more of the features described herein. 

55 [0011] Unless defined othenvise below, all technical and scientific terms used herein have the same meaning as 
commonly understood by one of ordinary skill In the art to which this invention belongs. Still, certain elements are 
defined herein for the sake of clarity. 

[0012] It must be noted that, as used in this specification and the appended claims, the singular forms **a*", "an" and 
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"the" include plural referents unless the context clearly dictates otherwise. Thus, for example, reference to "a biopol- 
ymer" includes more than one blopolymer, and reference to "a potential means " includes a plurality of potential means 
and the like. In describing and claiming the present invention, the following terminology will be used In accordance 
with the definitions set out below. 

5 [0013] A "biopolymer" is a polymer of one or more types of repeating units. Biopolymers are typically found in bio- 
logical systems and particularly include polysaccharides (such as carbohydrates), peptides (which tenm is used to 
include polypeptides and proteins), glycans, proteoglycans, lipids, sphingolipids, known biologicals materials such as 
antibodies, etc.. and polynucleotides as well as their analogs such as those compounds composed of or containing 
amino acid analogs or non-amino acid groups, or nucleotide analogs or non-nucleotide groups. This includes polynu- 

10 cleotides in which the conventional backbone has been replaced with a non-naturally occurring or synthetic backbone, 
and nucleic acids (or synthetic or naturally occurring analogs) in which one or more of the conventional bases has 
been replaced with a group (natural or synthetic) capable of participating in hydrogen bonding interactions, such as 
Watson-Crick type. Wobble type and the like. Polynucleotides include single or multiple stranded configurations, where 
one or more of the strands may or may not be completely aligned with another. A "nucleotide" refers to a sub-unit of 

15 a nucleic acid and has a phosphate group, a 5 carbon sugar and a nitrogen containing base, as well as functional 
analogs (whether synthetic or naturally occurring) of such sub-units which in the polymer fomri (as a polynucleotide) 
can hybridize with naturally occurring polynucleotides in a sequence specific manner analogous to that of two naturally 
occurring polynucleotides. Biopolymers Include DNA (including cDNA), RNA, oligonucleotides, and PNA and other 
polynucleotides as described in U.S. Patent No. 5,948,902 and references cited therein (all of which are also incorpo- 

20 rated herein by reference), regardless of the source. An "oligonucleotide" generally refers to a nucleotide multimer of 
about 10 to 100 nucleotides in length, while a "polynucleotide" includes a nucleotide multimer having any number of 
nucleotides. A "biomonomer" references a single unit, which can be linked with the same or other biomonomers to 
fomri a biopolymer {e.g., a single amino acid or nucleotide with two linking groups one or both of which may have 
removable protecting groups). 

25 [0014] A "substrate" refers to any surface that may or may not be solid and which is capable of holding, embedding, 
attaching or which may comprise the whole or portions of an electrode. 

[001 5] "Hybridizing", "annealing" and "binding", with respect to polynucleotides, are used interchangeably. "Binding 
efficiency" refers to the productivity of a binding reaction, measured as either the absolute or relative yield of binding 
product formed under a given set of conditions in a given amount of time. "Hybridization efficiency" is a particular sub- 
30 class of binding efficiency, and refers to binding efficiency in the case where the binding components are polynucle- 
otides. It will also be appreciated that throughout the present application, that words such as "upper", "lower" are used 
In a relative sense only. A "set" may have one type of member or multiple different types. "Fluid" is used herein to 
reference a liquid. 

[0016] The terni "resonant" or "resonant tunneling" refers to an effect where the relative energy levels between the 
35 current carriers In the electrodes are relatively similar to the energy levels of the proximal blopolymer segment. This 
provides for increased conductivity. 

[0017] The terni "tunneling" refers to the ability of an electron to move from a first position In space to a second 

position in space through a region that would be energetically excluded without quantum mechanical tunneling. 

[0018] The temi "in" refers to being "within" and/or a portion that may also be exterior to. For instance, a biopolymer 
40 "In" a nanopore may mean that the whole biopolymer is within the opening of the nanopore or only a small portion of 

the biopolymer is located near the nanopore with a substantial portion protmding exterior to the nanopore. 

[001 9] The term "symmetric" or "symmetrized* refers to similar tunneling barriers adjacent to both electrodes. 

[0020] The term "nanopore" refers to any pore or hole between at least a pair of electrodes or a hole in a solid 

substrate. Nanppores can range in size and can range from 1 nm to around 300 nm. Most effective nanopores have 
45 been roughly around 2 nm. 

[0021] The temn "translocation" or to "translocate" refers to movement from one side to another, movement In a 

defined direction. Any action or biopolymer following along a vector that has velocity and/or direction. 

[0022] The term "portion" or "portion of a biopolymer" refers to a part, subunit, monomeric unit, portion of a monomeric 

unit, atom, portion of an atom, cluster of atoms, charge or charged unit. 
50 [0023] The term "ramping potential" or "bias potential" refers to having the ability to establish a variety of different 

voltages over time. In certain cases this may be referred to as "scanning a voltage gradient" or altering a voltage 

gradient per unit of time. The ramping potential is produced by the "potential moans". 

[0024] The ternn "voltage gradient" refers to having the ability to establish a potential between any two electrodes. 
[0025] The term "adjacent " refers to anything that is near, next to or adjoining. For instance, a nanopore may be 
55 near an electrode, it may be next to the electrode, it may pass through an electrode or it may be adjoining the electrode. 
This would include spacing in linear, two-dimensional and three-dimensional space. 

[0026] Referring now to FIGS. 1*3, the present invention provides a biopolymer Identification apparatus 1 that is 
capable of identifying or sequencing a biopolymer 5. The biopolymer identifteation apparatus 1 comprises a first elec- 



4 

BNSDOCID: <EP 1 44121 3A1,L > 



EP1 441 213 A1 



trode 7. a second electrode 9 and a potential means 11 . Either or both of the electrodes may be ring shaped. The first 
electrode 7 and the second electrode 9 are electrically connected to the potential means 11 . The second electrode 9 
is adjacent to the first electrode 7 and spaced from the first electrode 7. A nanopore 3 may pass through the first 
electrode 7 and the second electrode 9. However, this is not a requirement of the invention. In the case that the optional 

5 substrate 8 is employed, the nanopore 3 may also pass through the substrate 8. Nanopore 3 is designed for receiving 
a biopolymer 5. The biopolymer 5 may or may not be translocating through the nanopore 3. When the optional substrate 
8 is employed, the firsl electrode 7 and the second electrode 9 may be deposited on the substrate, or may comprise 
a portion of the substrate 8. In this embodiment of the invention, the nanopore 3 also passes through the optional 
substrate 8. Other embodiments of the invention may also be possible where the first electrode 7 and the second 

10 electrode 9 are positioned In the same plane (as opposed to one electrode being above or below the other) with or 
without the optional substrate 8. The use of multiple electrodes and/or substrates are also within the scope of the 
invention. 

[0027] The t)iopolymer 5 may comprise a variety of shapes, sizes and materials. The shape or size of the molecule 
Is not important, but it must be capable of translocation through the nanopore 3. For instance, both single stranded 
15 and double stranded RNA and DNA may be used as a biopolynner 5. In addition, the biopolymer 5 may contain groups 
or functional groups that arc charged. Furthermore, metals or materials may be added, doped or intercalated within 
the biopolymer 5 to provide a not dipoie. a charge or allow for conductivity through the blomolecule. The material of 
the biopolymer must allow for electron tunneling between electrodes. 

[0028] The firsl electrode 7 may comprise a variety of electrically conductive materials. Such materials include etec- 
20 trically conductive metals and alloys of tin, copper zinc, iron, magnesium, cobalt, nickel, and vanadium. Other materials 
well known in the art that provide for electrical conduction may also be employed. When the first electrode 7 is deposited 
on or comprises a portion of the solid substrate 8, it may be positioned in any location relative to the second electrode 
9. It must be positioned in such a manner that a potential can be established between the first electrode 7 and the 
second electrode 9. In addition, the btpolymcr 5 must be positioned sufficiently close so that a portion of it may be 
25 identified or sequenced. In other words, the first electrode 7. the second electrode 9, and the nanopore 3 must be 
spaced and positioned in such a way that the bipolymerS may be identified or sequenced. This should not be interpreted 
to mean that the embodiment shown in Figure 1 in any way will limit the spatial orientation and positioning of each of 
the components of the invention. The first electrode 7 may be designed in a variety of shapes and sizes. Other electrode 
shapes well known in the art may be employed. In addition, parts or curved parts of rings or other shapes may be used 
30 with the Invention. The electrodes may also be designed In broken fomnat or spaced from each other. However, the 
design must be capable of establishing a potential across the first electrode 7, and the nanopore 3 to the second 
electrode 9. 

[0029] The second electrode 9 may comprise the same or similar materials as described above for the first electrode 
7. As discussed above, its shape, size and positioning may be altered relative to the first electrode 7 and the nanopore 3. 

35 [0030] The optional substrate 8 may comprise a variety of materials known in the art for designing substrates and 
nanopores. The substrate 8 may or may not be a solid material. For instance, the substrate 8 may comprise a mesh, 
wire, or other material that a nanopore may be constructed. Such materials may comprise silteon, silica, solid-state 
material such as Si3N4, carbon based materials, plastics, metals, or other materials known in the art for etching or 
fabricating semiconductor or electrically conducting materials. The solid substrate 8 may comprise various shapes and 

40 sizes. However, it must be large enough and of sufficient width to be capable of fomiing the nanopore 3 through it. 
[0031] The nanopore 3 may be positioned anywhere on/through the optional substrate 8. As described above, the 
nanopore 3 may also be established by the spacing between the first electrode 7 and the second electrode 9 (in a 
planar or non planar arrangement). When the substrate 8 is employed, it should be positioned adjacent to the first 
electrode 7 and the second electrode 9. The nanopore may range in size from Inm to as large as 300 nms. In most 

45 cases, effective nanopores for identifying and sequencing biopolymers would be in the range of around 2-20 nm. These 
size nanopores are Just large enough to allow for traniocation of a biopolymer. The nanopore 3 may be established 
using any methods well known in the ari. For instance, the nanopore 3, may be sculpted in the substrate 8, using argon 
ion beam sputtering, etching, photolithography, or other methods and techniques well known In the art. 
[0032] The potential means 11 may be positioned anywhere relative to the substrate 8, the nanopore 3, the first 

so electrode 7 and the second electrode 9. The potential means 11 should be capable of ramping to establish a voltage 
gradient between the first electrode 7 and the second electrode 9. A variety of potential means 11 may be employed 
with the present invention. A number of those potential means arc known in the art. The potential means 11 has the 
ability to ramp to establish a voltage gradient between the first electrode 7 and the second electrode 9. This is an 
important aspect of the present invention and for this reason is discussed in more detail below. 

55 [0033] An optional means for signal detection may be employed to detect the signal produced from the bipolymer 
and potential means 11, This means for signal detection may be any structure, component or apparatus that is well 
known in the art and that may be electrically connected to one or more components of the present invention. 
[0034] Referring now to FIGS. 2A and 2B, a second embodiment of the invention, a series of separate substrates 
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may be employed. For instance, a first substrate 1 6 and a second substrate 1 8 may be employed in place of the single 
substrate 8. In this embodiment of the invention, the first electrode 7 comprises first substrate 16 or a portion of this 
substrate. The electrode may be embedded, attached, layered, deposited, etched on the substrate or it may comprise 
all or a portion of the first substrate 16. Second electrode 9 comprises the second substrate 18 or a portion of the 

5 substrate. The electrode may be embedded, attached, layered, deposited, etched on the substrate or it may comprise 
all or a portion of the second substrate 18. The first substrate 16 is positioned adjacent to the second substrate 18. 
The figure shows the first substrate 16 positioned spatially above the second substrate 1 8. The first electrode 7 may 
comprise a first nanopore 3 while the second electrode 9 may comprise a second nanopore 3*. The first nanopore 3 
of the first electrode 7 and the second nanopore 3' of the second electrode 9 may have center points that are coaxially 

10 aligned to fomn a single contiguous pore that the biopolymer 5 may translocate through. It is within the scope of the 
invention that the nanopore3 and the nanopore 3' center points may be offset or spaced at relative angles and distances 
from each other. 

[0035] Referring now to FIGS. 3A and 3B, a third embodiment of the present invention is provided. In this embodiment, 
the first electrode 7 and the second electrode 9 are spaced in the same plane. One or more optional substrates or 

IS electrodes may be employed. When the optional substrate 8 is not employed, the first electrode 7 and the second 
electrode 9 may be positioned adjacent to define the nanopore 3. Although the figures show a pair of electrodes, the 
invention should not be Interpreted to be limited to only this configuration. Various electrodes of varying shapes or 
sizes may be employed. Furthermore, it is anticipated that the invention comprises a number of similar or different 
electrodes capable of tunneling in a variely of directions and space (i.e. one, two and three dimensional space). 

20 [0036] Having described the important components of the invention, a brief description of the voltage gradient and 
scanning of the electronic energy levels is in order An important component of the invention is the potential means 
1 1 . As described above, the potential means 11 may be ramped. The purpose of the ramping and how it is accomplished 
will now be discussed. 

[0037] While it is possible to imagine some differences in the tunneling current due to the size and general charac- 
25 teristics of a translocating monomer in the region between two conducting electrodes as illustrated in FIG. 1 -3, it would 
be naively expected that the tunneling currents for each monomer would have qualitatively similar magnitudes, making 
differentiating the various monomers problematic. This is particularly true when it is considered that the biopolymer 
will move about laterally as it passes through the pore, significantly changing the magnitude of the tunneling current. 
Instead, it is proposed that to adequately differentiate the monomers, it Is necessary to identify the internal structure 
30 of each individual monomer. This would be most readily accomplished by "scanning" the electronic energy level struc- 
ture of each monomer as it translocates the pore. First, the physical mechanism by which It can be accomplished is 
described, making clear the dynamical requirements. Then, a physical realization of a structure that satisfies these 
requirements will be given. 

[0038] It is important to have a simple model physical system that exhibits the relevant characteristics of the real 

35 system, yet is tractable. Figure 4 shows a model of a tunneling configuration. It is a one dimensional quantum mechan- 
ical representation of the physical system, where the potential energy levels are chosen to represent the identified 
physteal regions as shown. While the detailed shapes of the barriers and quantum well corresponding to the monomer 
are not important, the general characteristic of a quantum well with a distinct energy level spectrum that is separated 
by energy baniers from the conduction electrodes is important. 

40 [0039] It is well known from quantum mechanical calculations, that for the double barrier potential shown in FIG. 4, 
the transmission probability of a particle incident upon this structure Is 1 00% if the incident energy matches one of the 
bound state energies of the central quantum well (some crucial additional factors regarding the barriers must also be 
satisfied, and this will be discussed in detail later). This phenomenon is called resonant tunneling, and is a central 
feature of the present invention. The general idea employed in the present invention is to ramp the tunneling voltage 

45 across the electrodes over the energy spectrum of the translocating biopolymer 6. As shown In FIG. 5, at specific 
voltages the Incident energy will sequentially match the Internal nucleotide energy levels, giving rise to enormous 
increases in the tunneling current. II is, of course, necessary that the ramp-time of the applied voltage is short compared 
to the nucleotide translocation time through the nanopore. Undercurrent experimental conditions, the monomers trans- 
locate the nanopore in roughly a microsecond (See Kasianowicz et aL, "Characterization of individual polynucleotide 

50 molecules using a membrane channel", Proc. NatL Acad. ScL USA, 93: 1 3770-1 3773, 1 996 ; Akeson et al., "Microsecond 
time-scale discrimination among polycytidylic acid, polyadenylic acid, and polyuridylic acid as homopolymers or as 
segments within single RNA moloculos", Biophys. J. 77: 3227-3233 (1999)). Thus, the constraint placed upon the 
applied tunneling voltage frequency is that it be something in excess of about 10 MHz. 

[0040] A detailed study of the one-dimensional quantum mechanical double-barrier transmission problem reveals a 
55 severe difficulty with the above measurement scenario. In the Appendix, the transmission problem is solved exactly, 
and it is shown that the transmission probability only becomes 1 00% when the incident energy matches an internal 
energy level and the two barriers are of equal strength. This "equal barrier condition" is documented in the literature, 
but rarely mentioned in discussions of resonant tunneling phenomena. To make the discussion quantitative and explicit. 
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it is noted that for the double-barrier structure depicted in FIG. 4, the non-resonant tunneling probability has the form: 



Ttot- VTr (1) 

Where (Tr) Is the quantum nnechanlcal tunneling probability through the left (right) barrier. These tunneling factors 
depend exponentially upon the integrated strength of the individual barriers 



10 Tr (2) 

where 



L is the barrier width, \l is the carrier mass, and (V| -E) is the energy difference between the top of the barrier and the 
incident energy. (As an order of magnitude estimate, it can be assumed that a single barrier height is roughly 2.5 eV 
and the single barrier width Is about 0.5 nm for the current nanopore structures, giving a single-barrier tunneling prob- 
ability Tj ~ 3 X 10-^). These small tunneling probabilities are cleariy the limiting factors in ttie determination of the 
magnitude of the tunneling currents. 

[0041] A remarkable property of the double-barrier structure is that there can be an enormous enhancement of the 

transmission probability, and thus tunneling current, when the energy of the incident pariicle matches the energy of a 
bound state of the central quantum well. In fact, for certain conditions, the transmission probability becomes , unity 
regardless of the magnitude of the barriers surrounding the well. This phenomenon is called resonant tunneling. As 
shown in the Appendix, the total transmission probability for the general double-barrier structure has the form -^^ 



30 



35 



40 



45 



SO 



T - 



where A, B. C, D are factors that are of order unity and depend weal<ly upon the energy, E. For general non-resonant 
tunneling, it Is assumed that T|^ and T^ are much less than unity and thus the expression for the total transmission 
probability Is dominated by the first term in the denominator of the equation (4) yielding 

Ttot-"rL*TR (6) 

as previously stated. Resonant tunneling corresponds to the situation where the energy matches an internal energy 
level of the central quantum well. When this is the case, as shown in the Appendix, the coefficient A(E) vanishes, 
indicating that the behavior of the total transmission coefficient expressed in equation (4) will now be dominated by a 
non-leading term. It is clearly seen that if T|_ = Tp, i.e. the barriers are of equal integrated magnitudes, the total trans- 
mission probability is of order unity. In fact, it can be shown from the expressions In the Appendix, that for equal baniers 
on resonance 



However, even though the energy may be chosen to match an internal energy level, which drives the coefficient A(E) 
to zero, if the barriers are not of equal magnitude, the transmission coefficient remains small. For specificity, assume 
that T|_ « Tp. Then, from equation (4), it is seen that the total transmission is given by 



7 



EP 1 441 213 A1 




(7) 



5 that is clearly much less than one even on resonance. Similarly, for a situation Where Tr « Tl. the dominant term 
from the equation (4) takes the form 
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T -15- 



(8) 



[0042] Thus, the previously described approach of scanning the tunneling voltage and.measuring large resonant 
tunneling currents corresponding to the spectrum of the sequential translocating monomers is problematic. In particular, 
for the situation where Iho translocating biopolymer through the nanopore is away from the nanopore's center position, 
15 or is oriented in such a fashion thai the steric asymmetries cause the two tunneling barriers to be unequal, the two 
constituent tunneling probabilities and Tp are of greatly different magnitudes due to the exponential dependence 
of the tunneling probabilities on the barrier magnitudes. For this condition, as can be seen from the equations (7) and 
(8), the gain in transmission probability and thus tunneling current Is small indeed. 

[0043] The solution to this problem is embodied in the structure schematically shown in Figure 1 -3. These structures 
20 take advantage of the fact that the biopolymer 5 is in motion through the nanopore. As a monomer translocates through 
the nanopore and between the two ring electrodes, it will always pass a point where the barriers separating it from the 
two ring electrodes are equal, regardless of the origin of the initial barrier asymmetry (either spatial separation or steric 
asymmetry). At this point, there will bo largo resonant tunneling current increases as the tunneling voltage scans the 
internal energy spectrum of the individual monomer. A representative plot of an expected resonant tunneling current 
25 output spectrum is shown in FIG. 5 as a function of time, alongside the applied tunnelingelectrode voltage, for reference. 
As previously stated, each type of monomer would have a characteristic internal energy level spectrum which would 
allow it to be distinguished from the other monomer types. 

[0044] The embodiments of the ring electrode stmcture shown In FIGS 1-3 are merely illustrative, and not intended 
to limit the scope of the present invention. For ease of fabrication, any fraction of the upper and lower surfaces could 

30 in fact be metallized, as long as the entire region surrounding the opening of the nanopore is metallized. This would 
obviate the need for precise alignment and placement of lithographically defined metal electrode structures. 
[0045] Referring now to FIG. 6, the applied voltage and tunneling current can be seen to produce a defined signal 
that is indicative of the portion of the biopolymer 5 that is proximal to the first electrode 7, or the second electrode 9. 
Each nucleotide base or portion of biopolymer 5 should produce a differing signal in the tunneling cun-ent over time as 

35 the varying voltage is applied. For instance, when the monomer or portion of biopolymer 5 is positioned such that the 
barklers are symmetric, a larger overall signal can be seen from the tunneling current. These differing signals provide 
a spectrum of the portion of the biopolymer 6 that Is positioned proximal to the first electrode 7, or the second electrode 
9. These spectra can then be compared by computer to previous spectra or "finger prints" of nucleotides or portions 
of biopolymer 5 that have already been recorded. The nucleotide or portion of biopolymer 5 can then be determined 

40 by comparison to this database. This data and infomiation can then be stored and supplied as output data of a final 
sequence. 

[0046] Having now described the apparatus of the invention in detail, a discussion of the method is now in order. 
The method of the present invention provides a means for identifying or sequencing the biopolymer 5 that is located 
in the nanopore 3 defined between the first electrode 7 and the second electrode 9. The method comprises the step 

45 of applying an eiectrical current from the first electrode 7 through a portion of the biopolymer 5 to the second electrode 
9 to Identify the portion of the biopolymer 5 positioned in the nanopore 3. The biopolymer 5 may be identified by the 
change in the tunneling cun^ent at various stages of the applied electrode voltage. In addition, the method of the present 
invention provides a potential means 11 for ramping a voltage or potential from the first electrode 7 through a portion 
of a biopolymer 5 to the second electrode 9 to scan energy levels until the energy levels of the first electrode 7, the 

so biopolymer 5 and the second electrode 9 are on resonance. The ramping potential is applied to identify the portion of 
the biopolymer 5 positioned in the nanopore 3. 

Example 1 

55 [0047] The device can be fabricated using various techniques and materials. The nanopore can be made in a thin 
(500 nM) freestanding silicon nitride (SiN3) membrane supported on a silicon frame. Using a Focused Ion Beam (FIB) 
machine, a single initial pore of roughly 500 nM diameter can be created in the membrane. Then, illumination of the 
pore region with a beam of 3 KeV Argon ions sputters material and slowly closes the hole to the desired dimension of 
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roughty 2 nM in diameter (See Li ef a/.. "Ion beam sculpting at nanometer length scales'*. Nature, 412: 166-1 69, 2001 ). 
Metal electrodes are formed by evaporation or other deposition means on the opposing surfaces of the SiN3 membrane. 
Wire bonding to the metal electrodes allows connection to the tunneling current bias and detection system. The bias 
is applied using an AC source with the modest requirement of roughly 3-5 volts at 30-50 MHz. The tunneling currents 
are expected to be in the nanoamp range, and can be measured using a commercially available patch-clamp amplifier 
and head-stage (Axopatch 200B and CV203BU. Axon instruments, Foster City, CA). 

APPENDIX 

The model physical system to be analyzed is a one-dimensional quantum 
mechanical double-barrier structure shown in Figure 4. The structure is analyzed by 
solving the time-independent Schrddinger equation for a fixed energy incident particle, 
and computing the transmission probability. The parameters used in the calculations are 
deflned in Rguie 7. 

Al. Double barrier solution 

It is assumed that the particle total energy is greater than the potential energy in -t.. 
all regions except the barriers. Under this condition, the solutions to the Schrddinger 
equation in each of the five regions defined in Figure 7 can be written down directly 





1(A1) 




1(A2) 




1(A3) 




1(A4) 


^3 = A5e'**%fi,e-^' 


1(A5) 



where 

«*J.3,5 = V2»^(^-V,3^5) 1(A6) 

The solution is determined by matching 4^ and d*F/dx at the interfaces of all the 
homogenous regions. This procedure can be performed as a pair of subproblems. 
Matching the boundary conditions across the first barrier allows the wavefunction 
coefficient in region 1 to be written in terms of the coefficients in region 3 
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1(A8) 



where 



and 



■ '1 K 

= i'll* UAll) 

Mj, = Mi2* 1(A12) 

4>2«atan(Jt2/J(:,) .1(A13) 

4>3 B atan (k^/k^) . i(A14) 



Similarly, matching the boundary conditions across the second l>anier allows the 
wavefiinction coefficients in region 3 to be written in terms of the coefficients in region 5 



1(A15) 



where 



JVa, e iyr,2* 1(A19) 

and 

4>4-atan(l:4/ii3) 1CA20) 

<>5a>atan(Ji;4/ir5). 1(A21) 

The full expression connecting the wavefunction coefficients of region I with 
those of region 5 is determined by concatenating the matrices of equations (A8) and 

(A15) fA^- (Mil ^riiC^ii f^i2\(As\ i(A22) 
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The full transmission coefficient is detemuned by applying the boundary condition 
rA, = n I'M,, Mi^Nn iV^Y \ 



1(A23) 



10 



IS 



which corresponds to an inddent wave of unit amplitude from the lett (Ai = 1) and no 
wave incident from the right (B, = 0). Thus the calculated probability flux transmission is 
givoiby _ . ,2 

1(A24) 



1 



20 



25 



30 



Peifonning the required algebra to cxplicidy evaluate equation (A24). and coUecting and 
grouping tcnns which are listed in descending poweis of the large ""banier suppression 
factors** 



.2^ F 



where 



35 



40 



45 



SO 



+ e *cos(2^j) (-cos(2*4) + cos(2*, - 2^)) 
+ « *cos(2<>2) (-«w(2^) cos(24>, - 24>4)) 

+ e°cos(2i^ - 2*5) (•K»s(2^,) + cos(2<^ - 2*4)) 
+ «®cos(24.2 ■»• 2^) (-cos(24>,) + cos(2 <|»3 + 2^^)) 
+ e" *cosC2^2) (-cos(2*3) + cos(24», 2*4)) 



*■ e 



cos(2*3) (-«w(2«4) + cos(2*j 2^)) 



and the following defim'tions have been used for amational simplicity 



1(A25) 



♦1 =*3X. 

Y4e2*4*. 



1(A2«> 

1(A27) 
1(A28) 
1(A29) 
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A2. Resonance condition 

Assuming the barriers are strong impediments to particle transmission, i.e. e , e 
for general "non-resonant" conditions the tota! transmission is dominated by the first leim 
in equation (A26}, yielding 

For this case, the total transmission is proportional to the product of the transmissions of 

the two barriers separately. However, for the particular situation that 

♦|-*3-*4 = 1(A31) 
the coefficients of the first three terms in equation (A26) vanish. If the two barneis are of 
equal integrated magnitudes, i.e., Y2 = Y4» then the leading term in equation (A26) is of 
order e^ ~ 1 , and the total tranmission coefficient can be shown to approadi 1 . This is the 
condition called resonant tunneling, and exhibits the remaricable property of total 
transmission through a double-barrier structure, regardless of the strengths of the 
individual barriers (as long as they are equal). 

It is important to understand the physical significance of the so-called resonance 
condition stated in equation (A31). For ease of analyzing this condition, we will restrict 
our attration to the coxxq)letely syxnmetric case 

^ = alan( V*3) atan(V*j) ♦a ^^^^ 

leading to 

an(«,-2«3) =0. HA33) 

Applying simple trigonometric identities, and inserting the definitions of 4h and flb. 
equation (A33) can be rewritten as 

- tEEMEXi i(A34) 

If the aHAtmy baseline potential energy level is chosen as V3 = 0. and V2 is renamed V©. 
equation (A34) take the fonn 
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It is lecognized that this condition is precisely the eigenvalue equation for the energy 
levels of a square well potential with the paiaxneters stated above (See Landau and 
Ufshitz, **Quantujn Mechanics'% Pergajnon» Oxford (1989)). This demonstrates why this 
phenomenon of total transmission through the double-well stntctuie is called resonant 
tunneling. The condition of resonant tunneling is precisely that the energy of the incident 
particle must match the resonant energy of the central potential well. Whenever the 
incident energy matches any of the resonant energies, the total particle transmission 
increases dramatically, as long as the double-barriers are symmetric. 

A3. Tunneling currcnt.on resonance 

As described above, for a symmetric potential stmcturc, the transmission 
probability becomes unity when the incident particle energy passes through a resonance 
of the central well. However, the situation is markedly different for a double*barrier 
structure that has asymmetric barriers. For the general asymmetric structure on 
resonance, it is seen from equation <A26) that tfie leading behavior has the form 

This in^iUes diat for the situation where the left banner i 

and for the situation where the right barrier is larger (V4 » Yj) 

This demonstrates the markedly different resonant tunneling behavior for the 
asymmetric double-barrier structure. If the barrier is highly asymmetric, there is very 
little gain in the tunneling probability as the resonance condition is approached. It is only 
under the condition of double-barrier symmetry that the resonant tunneling phenomenon 
of barrier transparency is in effect. 



Claims 

1 . An apparatus for detecting a biopolymer in a nanopore, comprising: 
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(a) a first ring electrode; 

(b) a second ring electrode adjacent to said first ring electrode; 

(c) a nanopore adjacent to said first ring electrode and said second ring electrode and positioned to allow said 
biopolymer to be positioned in said first ring electrode and said second ring electrode; and 

5 (d) potential means for electrically connecting said first ring electrode and said second ring electrode for ap- 

plying a ramping potential from said first ring electrode, through a portion of said biopolymer in said nanopore, 
to said second ring electrode to produce a signal indicative of said portion of said biopolymer 

2. The apparatus as recited in claim 1 , further comprising a substrate for positioning said first electrode and said 
10 second electrode. 

3. The apparatus as recited in claim 1 , further comprising at least a first substrate for positioning said first electrode. 

4. The apparatus as recited in claim 1, further comprising at least a second substrate for positioning said second 
15 electrode. 

5. The apparatus of claim 1 , further comprising at least a first substrate for positioning a nanopore. 

6. The apparatus of claim 1 , further comprising a means for signal detection for delecting said signal produced from 
20 said portion of said biopolymer. 

7. The apparatus of claim 1 , wherein said biopolymer is a charged polymer. 

8. The apparatus of claim 6, wherein said biopolymer is selected from the group consisting of carbohydrates, proteins, 
25 nucleic acids, lipids, glycans, polynucleotides, proteoglycans and polypeptides. 

9. A method for identifying a biopolymer translocating through a nanopore, comprising: 

(a) applying a ramping electrical current from a first ring electrode through a portion of said biopolymer to a 
30 second ring electrode to identify said portion of said biopolymer positioned In said nanopore. 

10. A method as recited in claim 9, wherein said electrical cun-ent is a tunneling current with an energy level that 
matches at least one conduction band energy of a portion of said biopolymer. 

35 1 1 , A method as recited in claim 1 0. wherein said tunneling current is on resonance with said conduction band energies 
of a portion of said biopolymer. 

12. A method as recited in claim 9, further comprising translocating said biopolymer through said nanopore to identify 
each of said translocating portions of said biopolymer. 

40 

13. An apparatus for detecting a bipolymer translocating a nanopore, comprising: 

(a) a first electrode having a first nanopore; 

(b) a second electrode adjacent to said first electrode having a second nanopore wherein said first nanopore 
45 of said first electrode is positioned with said second nanopore of said second electrode so that said bipolymer 

may translocate through said first nanopore and said second nanopore; and 

(c) potential means for electrically connecting said first electrode and said second electrode for applying a 
ramping potential from said first electrode through a portion of said biopolymer to said second electrode to 
produce a detectable signal indicative of a portion of said biopolymer translocating said first nanopore and 

so said second nanopore. 

14. An apparatus as recited in claim 13, wherein the center point of said nanopore of said first electrode is positioned 
coaxially with the center point of said nanopore of said second electrode. 

55 15. An apparatus as recited in claim 14, wherein said first electrode Is positioned above said second electrode. 

16. An apparatus as recited in claim 13. further comprising a substrate for positioning said first electrode and said 
second electrode. 
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17. An apparatus as recited in claim 13. further comprising at least a first substrate for positioning said first electrode, 

18. An apparatus as recited in claim 13. further comprising at least a second substrate for positioning said second 
electrode. 

19. An apparatus for detecting a portion of a biopolymer tanslocating a nanopore, comprising: 

(a) a first electrode; 

(b) a second electrode spaced from said first electrode to define a nanopore between said first electrode and 
said second electrode, said nanopore designed for receiving a translocating biopolymer, said first electrode 
being in electrical connection with said second electrode; and 

(c) potential means for electrically connecting said first electrode and said second electrode for applying a 
ramping bias potential from said first electrode, across said biopolymer to said second electrode to produce 
a signal indicative of a portion of said biopolymer translocating said nanopore. 

20. An apparatus as recited in claim 19, wherein said biopolymer is translocated in a stepwise fashion through said 
nanopore defined between said first electrode and said second electrode. 

21. A method for idenlifying a biopolymer in a nanopore defined between a first and second electrode, comprising: 

applying a ramping potential from a first electrode through a portion of a biopolymer to a second electrode to 
scan energy levels until the energy levels of said first electrode, said biopolymer and said second electrode 
are on resonance, said ramping potential to produce a detectable signal to identify said portion of said biopol- 
ymer positioned in said nanopore. 



EP 1 441 213 A1 




FIG, lA 
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FIG, 2 A 
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FIG. 3 A 
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